A clinically relevant indirect fluorescent-antibody technique (IFA) was developed for the serological diagnosis of La Crosse virus infections. The IFA (67%) was as sensitive as the hemagglutination inhibition (58%) and neutralization (58%) tests in the detection of antibodies in acute-phase specimens. Immunoglobulin M antibodies were detected by the IFA test in 48% (11 of 23) of these specimens. Diagnostically significant increases in IFA titer were detected in 86% (19 of 22) of the paired samples. Antibodies were detectable in some patients 7 years after infection; however, the IFA test was not as sensitive as the other two tests in the detection of previous infections.
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La Crosse virus (LAC), an arbovirus in the California group of the family Bunyaviridae, is a major cause of encephalitis in the United States (11) . Currently, serological diagnosis of LAC infections is accomplished by demonstration of >4-fold changes in hemagglutination inhibition (HI) or virus neutralization (Nt) titers between acute-and convalescent-phase specimens (14) . The complement fixation (CF) test is also used in the diagnosis of LAC infections. However, CF antibodies appear later in the illness, and diagnostic changes in titer are typically obtained only in widely spaced serum samples (10) . The HI and Nt tests also present difficulties in the diagnosis of LAC infections. Production of hemagglutination antigens for California group viruses is a difficult and laborious procedure (4, 13) . Although Nt is the preferred test for diagnosis, few laboratories can afford the expense of maintaining tissue culture production and virus containment facilities. In practice, specimens from suspected arbovirus cases are forwarded to centralized facilities, such as state laboratories or the Centers for Disease Control. Thus, none of these three classic diagnostic tests (CF, HI, and Nt) can be readily applied in the clinical setting to provide information to assist the physician in prescribing patient care.
Indirect fluorescent-antibody (IFA) tests have been reported for the serological diagnosis of several arbovirus diseases (1, 3, 7) . In the initial report on IFA testing for the diagnosis of LAC infections, antibodies to LAC were detected in 28% of acute-phase patient specimens. Specific immunoglobulin M (IgM) antibodies were detected in 20% (5 of 20) of acute-phase specimens in that study, but the authors concluded that counterimmunoelectrophoresis was the preferred method for diagnosis (9) . We A total of 10 ml of 0.25% trypsin was added, and the cells were incubated at 37°C for 3 min. The trypsin suspension was removed, and the monolayer was incubated at 37°C for an additional 20 to 30 min. Detached cells were collected in 2 to 3 ml of phosphate-buffered saline and gently pipetted to ensure dispersion. Cells from 6 to 10 flasks were pooled and centrifuged at 1,500 rpm for 5 min, washed three times in phosphate-buffered saline, and suspended in an amount of phosphatebuffered saline equal to 2 ml per flask used. This suspension was then adjusted to 3 x 106 cells per ml; a 150-cm2 flask typically supplied 3 to 10 ml of adjusted cell suspension.
Preparation of spot slides. Microscope slides were obtained from Cel-Line Associates, Minotola, N.J. These slides (75 by 25 mm) were coated with Teflon, except for 12 5-mm-diameter spots in two rows of six spots (5 mm diameter) each.
Infected and uninfected cells were mixed in a 3:1 ratio. One drop of mixed cells was placed on the first five spots of each row, using a 27-gauge needle mounted on a 0.25-ml tuberculin syringe. Each drop contained approximately 0.01 ml of cell suspension, or 3 x 104 cells. This procedure ensured that at least onefourth of the cells were not infected, providing an internal control in each spot. To the final spot in each row, only uninfected cells were added, serving as a negative control.
After dispensing the cells, the slides were air dried, fixed in acetone, and stored at -70°C. Slides were brought to room temperature in sealed plastic bags to prevent condensation and subsequent loss of cells from the spots.
Staining. The IFA technique used was similar to that of Gardner and McQuillin (8) . Serum samples were diluted, and a drop of the dilution was placed on the appropriate spot. The slides were incubated for 30 min at 37°C and then washed three times for 10 min each in 0.02 M phosphate-buffered saline. After air drying, the slides were stained with the appropriate dilution of a commercially prepared goat anti-human immunoglobulin conjugated with fluorescein isothiocyanate. To detect IgM, the spots were stained with goat anti- The specificity of the IFA and Nt tests in the differentiation of antibodies to California group viruses in convalescent-phase sera is shown in Table 3 . In all cases, there were -4-fold IFA titer differences between LAC and trivittatus virus. Diagnostic differences in titer were obtained between LAC and Jamestown Canyon virus in all but one instance. In case 1, the IFA titer was 1:128 for LAC, snowshoe hare, and Jamestown Canyon viruses. The IFA test was able to differentiate between LAC and snowshoe hare virus in 58% (7 of 12) of the specimens.
To determine the longevity of IFA antibodies, selected serum samples from cases from previ- 
